The substrate (H202-3,3'-diamunobenzidine tetrahydrochloride dihydrate) was applied and the reaction was allowed to proceed for 15 min.
All four strips that were incubated with heated serum generated more brown dye than the strips incubated with nonheated serum.
The background for the first four strips was darker, and the tray slots were stained brown, whereas slots for the other strips remained white. All four heated sera showed changes in reactivity, including increases in banding strength and changes in banding.
The sera (heated and unheated) were refrozen after the samples had been removed for assay. 
